Aims/Introduction: The effectiveness of incretin-based therapies in Asian type 2 diabetes requires investigation of the secretion and metabolism of glucose-dependent insulinotropic polypepide (GIP) and glucagon-like peptide 1 (GLP-1). Plasma extractions have been suggested to reduce variability in intact GLP-1 levels among individuals by removing interference that affects immunoassays, although no direct demonstration of this method has been reported. We have evaluated the effects of ethanol and solid-phase extractions on incretin immunoassays. We determined incretin levels during meal tolerance tests in Japanese patients with type 2 diabetes and characterized predictors for incretin secretion. Materials and Methods: Japanese patients with type 2 diabetes (23 anti-diabetic drug-naïve and 18 treated with sulfonylurea [SU] alone) were subjected to meal tolerance tests, and incretin levels were determined by immunoassays with or without extraction. Results: Intact GLP-1 levels determined by an intact GLP-1 immunoassay with ethanol and solid-phase extractions were lower than those determined without extraction. Intact GLP-1 levels determined by the extractions were highly correlated with each other, much more so than the levels with and without extraction. Total GLP-1 was unaffected by extractions, showing that extractions remove interference only in the case of intact GLP-1. Incretin secretion after meal ingestion was similar between drug-naïve and SU-treated patients. Fasting and postprandial GLP-1 levels were correlated positively with fasting free fatty acids and negatively with dipeptidyl peptidase-4 activity. Conclusions: Ethanol and solid-phase extractions remove interference for intact GLP-1 immunoassay. SU showed little effect on incretin secretion. GLP-1 and GIP secretion were predicted by different factors. (J Diabetes Invest,
INTRODUCTION
Beneficial effects of the incretin hormones, glucagon-like peptide-1 (GLP-1) and glucose-dependent insulinotropic polypeptide (GIP), on glucose homeostasis through its regulation of b-cell function suggest them as attractive therapeutic targets for diabetes [1] [2] [3] . On secretion from intestinal K-and L-cells, both GLP-1 and GIP undergo rapid degradation catalyzed by a serine protease, dipeptidyl peptidase-4 (DPP-4). GLP-1 and GIP digested by DPP-4 no longer act as incretin hormones. Therefore, there is a need for a reliable assay to measure intact, as well as total (i.e. intact plus DPP-4-digested) forms of GLP-1 and GIP in human subjects to evaluate both secretion and processing of incretins, and the effects of DPP-4 inhibitors, and to further develop novel incretin-related therapies, such as small compounds that enhance secretion of incretin hormones. Immunoassays for intact GLP-1 require specific antibodies that are not widely available. The large variability in intact GLP-1 levels determined by the various commercially available immunoassays leads to confusion and hampers our understanding of incretin biology. We found that intact GLP-1 levels in ethanolextracted plasma of Japanese subjects were greatly reduced compared with previously determined values determined by the same immunoassay, except that the plasmas were measured without extraction 4 . Later, a similar observation was made when intact GLP-1 levels in ethanol-extracted plasma of Caucasian subjects were determined 5 . Considering these lines of evidence, it was suggested that plasma extractions before immunoassays for intact GLP-1 might remove interferences that cause large variations in intact GLP-1 levels among human subjects 6 . In addition, plasma extractions have been suggested to improve correlations across intact GLP-1 levels determined by various commercially available immunoassays 7 . Secretion of GLP-1 and GIP from intestinal K-and L-cells is enhanced by ingestion of various nutrients, hormones and neurotransmitters 2, 3, 8 . Although the molecular mechanisms underlying enhancement of incretin secretion by such stimuli have been intensively studied in isolated K-and L-cells, as well as in cultured cell lines 8 , the regulation of incretin secretion in human subjects is largely unknown. For example, K-and L-cells express components of K ATP channels, Kir6.2 and SUR1, similarly to pancreatic b-cells, and sulfonylurea (SU) enhances secretion of GLP-1 and GIP from these cells 9, 10 . Enhancement of incretin hormones by SU has not been reported in humans. Furthermore, in some, but not all, patients with type 2 diabetes, reduced GLP-1 secretion or enhanced GIP secretion has been reported previously 4, [11] [12] [13] [14] [15] , but mechanistic explanations underlying such fluctuating results are missing. Knowledge of factors affecting secretion of incretin hormones in humans is required not only to understand such fluctuating results, but also to predict efficacy of the incretin-related anti-diabetic drugs, such as DPP-4 inhibitors and compounds enhancing incretin secretion. To date, several predictors for secretion of GLP-1 (fasting glucagon, fasting free fatty acid [FFA] , age and bodyweight) and GIP (fasting FFA and age) have been reported in Caucasians 13, 15, 16 , but data are lacking for Asians. Here, we report the following: (i) comparison of incretin immunoassays with or without extractions; (ii) plasma levels of incretin hormones during meal tolerance tests; and (iii) predictors of fasting and postprandial incretin secretion in Japanese patients with type 2 diabetes.
MATERIALS AND METHODS
The protocol was approved by the ethics committee of Kansai Electric Power Hospital, and written informed consent was obtained from all participants. A total of 41 Japanese patients with type 2 diabetes (the Japan Diabetes Society criteria of 2010 17, 18 ) participated in the current study. Of all the patients, 23 were anti-diabetic drug-naïve, 8 were on gliclazide and 10 were on glimepiride. Characteristics of patients are summarized in Table 1 . Patients were subjected to a meal tolerance test in the morning after overnight fast. A Japanese standard meal (480 kcal; carbohydrate:protein:fat = 2.8:1:1) was ingested within 10 min. SU-treated patients took their regular doses of SU immediately after ingestion of meals. A Saflo II 20-gauge 1¼¢¢ catheter (catalogue no. SR-SFA2032; Terumo, Tokyo, Japan) was placed in a cubital vein of patients and connected to an extension tube (catalogue no. SF-ET2527; Terumo) followed by a Discofix stopcock (catalogue no. 15898; B. Braun Melsungen AG, Melsungen, Germany). Blood samples were withdrawn from the stopcock directly into evacuated sample tubes containing relevant preservatives using Venoject II luer adaptor S (catalogue no. XX-MN2000S; Terumo) and Venoject II tube holder D (catalogue no. XX-VP010HD; Terumo). To prevent degradation of intact GLP-1 by DPP-4, blood samples were withdrawn directly into BD P700 Blood Collection Tubes (catalogue no. 366473; BD, Franklin Lakes, NJ, USA) containing a DPP-4 inhibitor, and the tubes were kept on ice until centrifugation. Separated plasma samples were frozen and kept at )70°C for up to 6 months, until further analysis.
Extraction of Plasma Samples
Aliquots of plasma were subjected to no extraction, ethanol extraction or solid-phase extraction before incretin immunoassays. Ethanol extraction was carried out as described previously 4 . Briefly, ethanol was added to plasma samples at the following plasma/ethanol volumes: total GLP-1 150 lL/350 lL, intact GLP-1 300 lL/700 lL, and dried extracts were reconstituted in solutions supplemented with commercial immunoassay kits of the following volumes: total GLP-1 150 lL and intact GLP-1 250 lL. Solid phase extraction was carried out as follows: OASIS HLB Extraction Plates 30 mg/96-well (catalogue no. WAT058951; Waters Corporation, Milford, MA, USA) were equilibrated with 1 mL of methanol and, subsequently, 1 mL of distilled water. Aliquots of plasma samples were diluted with phosphate-buffered saline (PBS) at the following plasma/PBS volumes: total GLP-1 150 lL/450 lL, intact GLP-1 300 lL/ 900 lL and total GIP 300 lL/700 lL. The diluted plasma samples were applied to each well on the equilibrated plates. Samples were then washed twice with 1 mL of 10% methanol in distilled water and eluted twice with 0.5 mL of 0.5% NH 3 (v/v) and 75% ethanol (v/v) in distilled water. Eluted samples were Table 2 . Insulin was measured using Architect i2000-Architect Insulin (Abbott Laboratories, Wiesbaden, Germany; detection limit <0.5 pmol/L; intra-and interassay CV <5.0%; <0.15% cross-reactivity with 1,000,000 pg/mL of human proinsulin). C-peptide was measured using ADVIA Centaur Immunoassay System-C-peptide (Siemens Healthcare Diagnostics, Germany; detection limit <0.1 ng/mL; intra-and interassay CV <5.0%; human proinsulin cross-reaction 0% with 2500 pg/ mL of proinsulin). Glucagon was measured using Glucagon kit 'Daiichi-II' (TFB Co. Ltd., Tokyo, Japan; detection limit <30 ng/ mL; intra-and interassay CV 5.0-10.0%). Plasma DPP-4 activity was measured as described previously with the following, minor modifications
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: 20 lL of plasma samples were mixed with . Other laboratory measurements including plasma glucose, serum triglyceride and serum free fatty acids were measured by standard assays.
Calculations and Statistical Analysis
Patient characteristics and results are reported as mean ± standard deviation (SD). Area under the curve (AUC) of each measurement was calculated according to the trapezoidal rule. Homeostatic model assessment of insulin resistance (HOMA-IR) and b-cell function (HOMA-b) were calculated as described 20 . Secretory units of islets in transplantation (SUIT) were calculated as described 21 . All statistical calculations were carried out using JMP for Windows ver. 8.0 (SAS Institute Inc., Cary, NC, USA) including linear regression analysis to determine the relationship between incretin secretion (AUC-GLP-1 and AUC-GIP) and various parameters, as well as two-way ANOVA for repeated measures with post-hoc analysis to analyze time-course curves. Values at single time-points or AUC were compared by paired and unpaired t-test. A P-value <0.05 was taken to show significant differences.
RESULTS
Immunoassays for GLP-1 and GIP, especially those to measure their intact forms, require careful sample handling and specific antibodies, and have not been widely available. Recent studies, including the present study, have suggested the importance of ethanol and solid-phase extractions before intact GLP-1 immunoassays to remove interferences that generate the large variations in intact GLP-1 levels measured among various individuals 4, 6, 22 . In Figure 1a , fasting and postprandial human plasma samples were subjected to an immunoassay for intact GLP-1 with or without ethanol and solid-phase extractions before the assay. Determined values were plotted to evaluate the effects of each extraction. Values of intact GLP-1 in ethanoland solid-phase extracted samples were generally lower than those in non-extracted samples (Figure 1a) . Values of intact GLP-1 in ethanol-and solid-phase extracted samples showed a striking correlation (r = 0.978, P < 0.0001), whereas values of intact GLP-1 in non-extracted samples showed reduced correlations with those in ethanol-or solid-phase extracted samples. Unlike intact GLP-1, values of total GLP-1 were not largely affected by ethanol-or solid-phase extraction (Figure 1b) , suggesting that ethanol and solid phase-extractions simply exclude interferences for the intact GLP-1 assay and do not remove GLP-1 binding to unknown proteins of large molecular weight. Values of total GIP were not largely affected by solidphase extraction (Figure 1c) . Effects of extractions on intact GIP levels were not studied because of lack of commercially available assays for intact GIP. Based on these results and the convenience of sample handling, solid-phase extraction was used before carrying out all immunoassays for intact GLP-1, total GLP-1 and total GIP in the current study.
Levels of intact GLP-1, total GLP-1 and total GIP during meal-tolerance tests were studied in Japanese type 2 diabetic patients that were drug-naïve or treated with SU alone (Figure 2 ). Plasma glucose levels at 120 min after meal ingestion were significantly higher in patients treated with SU than those Values determined by different extraction methods were analyzed by linear regression analyses to calculate the correlation coefficient (r) and P-values. Ethanol extraction was not carried out before the immunoassay for total GIP, because ethanol and solid phase extraction showed a strong correlation for total and intact GLP-1, and the effects on immunoassays for intact GIP were not evaluated, as no commercial immunoassays were available.
ª 2011 Asian Association for the Study of Diabetes and Blackwell Publishing Asia Pty Ltd of drug-naïve patients; although other factors, such as serum insulin and C-peptide, did not show a significant difference between the two groups. Levels of intact GLP-1, total GLP-1 and total GIP, as well as their AUC during meal-tolerance tests, did not differ between the two groups, suggesting that SU largely did not affect secretion of GLP-1 and GIP in Japanese patients with type 2 diabetes.
Predictors of fasting GLP-1 levels are shown in Table 3 and Figure 3 . There was a strong positive association between fasting levels of total GLP-1 and FFA, and a negative association with DPP-4 activity. These associations were also observed in drugnaïve patients, but were not seen in SU-treated patients. Predictors of postprandial GLP-1 secretion after meal ingestion are shown in Table 4 and Figure 4 . There was a strong positive association of GLP-1 secretion (as assessed by AUC-total GLP-1) with fasting FFA, HbA 1c and fasting GLP-1. GLP-1 secretion showed a negative association with DPP-4 activity. These associations were also observed in drug-naïve patients, but were not 
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, postprandial GLP-1 secretion did not show significant associations with fasting glucagon, age or body mass index (BMI; Table 4 ). Incremental AUC-total GLP-1 did not show a significant association with fasting glucagon levels, age or BMI in the current study (data not shown). Postprandial GLP-1 secretion did not show significant associations with indices for b-cell function (e.g. HOMA-b and SUIT) or insulin sensitivity (e.g. HOMA-IR) ( Table 4 ). Postprandial GLP-1 secretion showed a strong correlation with fasting GLP-1 levels, but it did not show significant associations with postprandial GIP secretion and fasting GIP ( Table 4) .
Predictors of fasting GIP and postprandial GIP secretion were also studied (Tables 3 and 4 ). There was a strong positive association between postprandial GIP secretion (as assessed by AUC-total GIP) and fasting GIP. Unlike the Vollmer study, GIP secretion did not show a significant association with fasting FFA levels 15 . In drug-naïve patients, GIP secretion showed negative associations with indices for fasting insulin levels and b-cell function (e.g. HOMA-b and SUIT), but these associations were not seen in SU-treated patients. GIP secretion did not show a significant association with insulin sensitivity (HOMA-IR).
DISCUSSION
Measuring circulating hormones by immunoassay is sometimes difficult as a result of the presence of interferences in the blood samples. For example, circulating somatostatin levels determined by immunoassay differ with or without extractions before the assay, and the values of somatostatin levels are much decreased by extractions that remove such interference 23, 24 . This was also the case with intact GLP-1. Ethanol and solid-phase extractions have recently been suggested to improve variability of intact GLP-1 levels among individual human subjects 6 . Similar to immunoassays for somatostatin, the levels of intact GLP-1 were much decreased by extraction procedures that remove interference of unknown identity 6 . In our preliminary experiments, a solid-phase extraction significantly improved variability in intact GLP-1 levels among Japanese subjects; fasting plasma levels of intact GLP-1 were reduced by extraction of more than 10 pmol/L in 5 out of 29 healthy volunteers, and the difference between values of intact GLP-1 in extracted-and non-extracted samples was as large as 50 pmol/L (data not shown). There was a striking correlation between intact GLP-1 levels in ethanol and solid-phase extracted samples, whereas no such correlations were found between intact GLP-1 levels in non-extracted and extracted samples (Figure 1a ), suggesting that both ethanol and solid-phase extractions remove the same interference from plasma samples. In addition, such extractions show little effect on values of total GLP-1 levels that were only three to fourfold higher than those of intact GLP-1 levels (Figure 1b ). These lines of evidence suggest that extractions simply remove interference irrelevant to GLP-1 and do not exclude GLP-1 forming a complex with unknown GLP-1-binding proteins. Therefore, extractions are recommended to measure intact GLP-1 levels in human plasma samples.
In the current study, fasting and postprandial levels of incretins in Japanese patients with type 2 diabetes were determined (Figure 2 ). Little enhancement of meal-induced GLP-1 response in Japanese patients with type 2 diabetes, which we reported previously 4, 25 , was confirmed in the present study, although absolute values of GLP-1 and GIP were not directly compared in our previous report as a result of the usage of different assays. As the meal-induced GIP response was maintained, understanding the mechanisms underlying the reduced postprandial GLP-1 response in Japanese patients might reveal the regulatory machinery of incretin secretion in intestinal K-and L-cells. Regarding such regulatory machinery in K-and L-cells, a potential action of SU on incretin secretion has been investigated intensively in cultured cells 8 . Recent studies have confirmed expression of the K ATP channel subunits Kir6.2 and SUR1 in purified mouse K-and L-cells, and SU-stimulated secretion of GLP-1 and GIP from primary cultures 9, 10 . Expression of Kir6.2 was also detected in human K-and L-cells, suggesting that SU might stimulate secretion of GLP-1 and GIP in humans 26 . As shown in Figure 2 , fasting and postprandial incretin levels did not differ with or without SU treatment. Multiple regression analysis taking SU usage as a nominal variable also did not show significant associations of SU usage with GLP-1 and GIP levels (Supplemental Table S1 ). Although further studies are definitely needed to evaluate the effects of SU on incretin secretion in humans, the current study suggests that SU has little effect on incretin secretion in Japanese patients with type 2 diabetes. Characterization of predictors for GLP-1 secretion showed that postprandial GLP-1 levels positively correlate with fasting FFA and HbA 1c , and negatively correlate with DPP-4 activity in Japanese patients with type 2 diabetes (Table 4 and Figure 4) . Although fasting GLP-1 also showed strong associations with fasting FFA and DPP-4 (Table 3) , incremental AUC-total GLP-1 did not show a significant correlation with fasting FFA (r = 0.196 and P = 0.219) and DPP-4 activity (r = )0.100 and P = 0.535), suggesting that fasting FFA and DPP-4 activity could predict basal, but not meal-induced, GLP-1 secretion in Japanese patients with type 2 diabetes. In contrast, incremental AUC-total GLP-1 show a significant correlation with HbA 1c (r = 0.406 and P = 0.008), whereas fasting GLP-1 did not ( Table 3 ), suggesting that HbA 1c levels could predict mealinduced GLP-1 secretion in Japanese patients with type 2 diabetes. Further studies are, of course, needed to understand the physiological processes underlying associations of GLP-1 secretion with fasting FFA, HbA 1c and DPP-4 activity.
Regarding hormonal regulation of postprandial GLP-1 secretion, it was previously suggested that GLP-1 secretion was enhanced by GIP 27 . However, the present study in Japanese patients with type 2 diabetes does not support the notion that GIP enhances GLP-1 secretion, as no significant association was observed. Glucagon is another potential regulator of postprandial GLP-1 secretion. In Caucasians, not only does administration of exogenous GLP-1 decrease fasting plasma glucagon levels 28 , but administration of exendin (9-39)amide, a potent GLP-1 antagonist, elevates fasting plasma glucagon levels 29 . Thus, GLP-1 at physiological levels has glucagonostatic actions, and a reverse relationship between GLP-1 and glucagon might exist. However, it has been recently shown that administration of glucagon does not affect postprandial GLP-1 secretion 30 , and, thus, the mechanism underlying the association of fasting glucagon with postprandial GLP-1 secretion observed by Vollmer et al. is still unknown. Unlike the Vollmer study, the current study did not show strong associations of fasting and postprandial glucagon with postprandial GLP-1 secretion, suggesting some difference in regulation of GLP-1 secretion between Japanese and Caucasian patients with type 2 diabetes.
Characterization of predictors for GIP secretion showed that postprandial GIP secretion, in drug-naïve patients but not in SU-treated patients, positively correlated with fasting glucose and negatively correlated with fasting insulin, HOMA-b and SUIT (Table 4 ). Other parameters, including fasting FFA, did not show significant associations with pre-and postprandial GIP secretion, unlike the Vollmer study 15 . The Japanese patients in the present study had much lower BMI, but their age and HbA 1c were similar to those of Caucasian patients with type 2 diabetes in the Vollmer study. Further studies are needed to understand the differences in predictors of GLP-1 and GIP secretion between Japanese and Caucasian patients; unequal dependency of postprandial GIP and GLP-1 secretion in the current study confirms that secretion of the two incretin hormones is regulated by separate factors.
In conclusion, the present study has shown the effects of extractions on immunoassays to measure GLP-1 and GIP. Using incretin immunoassays with solid-phase extraction, we have shown that SU-treatment has little effect on pre-and postprandial secretion of GLP-1 and GIP in Japanese patients. Furthermore, we found that secretion of GLP-1 and GIP is predicted by different factors.
